Its core domain, which includes the four SNARE motifs, These proteins include the vesicle protein synaptobrevin consists of a twisted and elongated bundle of ␣ helices (also referred to as VAMP) and the plasma membrane that are connected by layers of interacting amino acid proteins SNAP-25 and syntaxin, commonly referred to side chains. Assembly may thus proceed from the N-teras SNAREs (acronym for soluble NSF attachment prominal ends most distant from the membrane toward the tein receptors) (Rothman, 1994 
, 1998). teins is believed to play a central role in exocytosis.
Its core domain, which includes the four SNARE motifs, These proteins include the vesicle protein synaptobrevin consists of a twisted and elongated bundle of ␣ helices (also referred to as VAMP) and the plasma membrane that are connected by layers of interacting amino acid proteins SNAP-25 and syntaxin, commonly referred to side chains. Assembly may thus proceed from the N-teras SNAREs (acronym for soluble NSF attachment prominal ends most distant from the membrane toward the tein receptors) (Rothman, 1994) . Relatives of these promembrane in a zipper-like fashion, but so far there is teins operate in many, if not all, intracellular fusion steps, no evidence that directly supports this view. which suggests that SNAREs form part of a highly conWhile it is largely accepted that SNARE complexes served fusion machine (Sü dhof, 1995; Nichols and Pelin trans-configuration play an important role, there is ham, 1998; Jahn and Sü dhof, 1999). In the initial series of experiments, we screened several fusion) or else to the preceding slow step. SNARE-specific monoclonal antibodies for their ability In the present study, we have taken advantage of the to prevent the spontaneous formation of ternary SNARE high kinetic resolution of chromaffin cell exocytosis in complexes. Syntaxin 1A, synaptobrevin 2 (both without order to refine the role of SNARE assembly in this process. When an antibody that specifically prevents transmembrane region), and SNAP-25A were expressed in E. coli and purified to homogeneity. After preincubation with the respective antibody, the proteins were mixed and analyzed for complex formation. As shown in Figure 1A , two of these antibodies, both specific for SNAP-25, inhibited the formation of SDS-resistant ternary complexes, but to different degrees. In the experiments described above, SDS resistance due to exocytosis of secretory granules that are in a defined states of the burst is affected by the antibody. Injection of SN1 alone had no effect on the kinetics of When the capacitance signals were corrected for the exocytosis (not shown).
sustained component and normalized, it became apparent that the maximum rate of capacitance increase was Previous work has shown that the exocytotic burst In addition to Cl 71.1, we also investigated the effect of the second SNAP-25-specific antibody (Cl 71.2) on secretion. Fab fragments of Cl 71.2 were less effective in blocking assembly than those of Cl 71.1. Accordingly, Cl 71.2 was found to have a weaker inhibitory effect on the capacitance increase than Cl 71.1. Only a small reduction of the sustained component was found (data not shown).
Finally, we examined whether the synaptobrevin-specific antibody Cl 69.1 has any effect on exocytosis. Cl 69.1 was raised using a synthetic peptide as antigen that corresponds to the 17 N-terminal amino acids of synaptobrevin 2. This epitope is not part of the SNAREmotif, but it is closely adjacent (see sketch in Figure  1) . The antibody binds with high affinity to both free synaptobrevin and ternary SNARE complexes (not shown). However, as shown above, it has no effect on complex assembly and only interferes slightly with NSFdriven disassembly.
When Fab fragments of this antibody were introduced into chromaffin cells, no inhibition of exocytosis was observed. Interestingly, however, an inhibition was observed when intact IgG was used. The onset of this effect was so slow that a different experimental protocol was required. Chromaffin cells were loaded with the antibody during a short period in whole-cell configuration followed by removal of the patch pipette. Secretion was then measured by carbon fiber amperometry in response to ionophoretically applied pulses of acetylcholine, given every 3 min. Under these conditions, Cl 69.1-IgG led to an almost complete inhibition of secre- 
